Amphotericin B (AmB) is stable in the intravenous solution 5% dextrose in water, even when exposed to fluorescent light, for up to 24 h at room temperature (3, 6, 13) . However, reducing agents, pH, and temperature of incubation have all been shown to affect its antifungal activity (9, 16, 17) . Furthermore, the stability of AmB during susceptibility testing is especially difficult to assess from the published studies because in those studies the drug was usually incubated in simple solutions or in mixtures of intravenous solutions (2, 3, 6, 9, 16) . However, the susceptibility of strains to AmB or the serum titers of the drug are assayed in a more complex culture medium that supports the growth of an indicator strain for 24 h or more. Little is known about the stability of AmB in these more complex conditions. Here we report on the marked instability of AmB in two commonly employed culture media for fungi. This decay in the activity of AmB does not permit direct extrapolation from the level of in vitro susceptibility to desirable serum concentrations. To compensate for the instability, we describe two rapid and sensitive methods for bioassay of AmB, which bypass the problem in susceptibility tests that require prolonged incubation times. Flasks containing different concentrations of AmB and the two different media were inoculated with the two strains of S. cerevisiae and placed on a gyratory shaker bath at room temperature. Turbidity was read every 30 min with a Klett-Summerson colorimeter with a no. 62 (red) filter. Strain A364a entered the log phase of growth after 2 h. After 4 h of further incubation, the change in the Klett reading of the cultures without AmB was recorded as control growth, to which the cultures incubated with AmB were compared. The Hoffman-La Roche strain reached log phase in 1 h and further growth was scored 2 h later.
The lower range of concentrations of AmB in Salvin medium was assayed with cells of H. capsulatum. Screw-cap tubes containing the various concentrations of AmB in 4.5 ml of Salvin medium were prepared. Cells grown in Salvin medium were collected by centrifugation at 600 x g for 10 min; the density of cells was adjusted to 2 x 107 cells/ml; and 0.5 ml of the cell suspension was added to the tubes containing AmB and incubated at 37 C for 1 h. [8-'C ]guanine (specific activity 58 mCi/mmol, lot no. YR 2748, Schwarz/Mann Radiochemical, Orangeburg, N.Y.) was then added to each of the assay tubes at a final concentration of 0.1 uCi/ml. A 0.5-ml sample was taken from each tube at zero time.
Samples (1 ml) were taken at 1 and 3 h thereafter and precipitated with equal volumes of 10% trichloroacetic acid. The samples were filtered on 2.4-cm glassfiber filters (Reeve-Angel, Clifton, N.J. 
RESULTS
AmB dose response curves of S. cerevisiae strain A364a and the Hoffman-La Roche strain in Salvin or GYE medium are shown in Fig. 1 . Growth of each strain was almost completely inhibited by 0.8 (Hoffman-La Roche) or 1.0 (A364a) gg of AmB per ml.
When 0.8 ,ug of AmB per ml was stored in Salvin or GYE medium for 1 day at room temperature in the dark, only 60% of its original activity remained; 10% of the activity remained after 5 days. The half-life of 0.8 Ag of AmB per ml in these two media was 36 h (Fig. 2) .
The dose response curve of H. capsulatum cells to AmB is shown in Fig. 3 ; 50% inhibition of guanine incorporation was seen at 0.0175 ,ug of AmB per ml. Instability of AmB was slightly greater at the lower concentrations 0.05 and 0.025 ,ug/ml compared to that at 0.8,ug/ml (Fig.   4) . The half-life of AmB at these concentrations was 18 h. 11). Gerke and Madigan (7), using Candida tropicalis as an indicator organism for the bioassay of AmB, noted a fourfold increase in the dose required for inhibition as the incubation time was increased from 4.5 to 20 h.
DISCUSSION
The implication of these findings is that when susceptibility tests are performed on slow-growing fungi requiring incubation longer than 24 h, the levels of resistance may be falsely high because in most cases AmB is fungistatic, and fungal regrowth will occur as the activity of the AmB falls with prolonged incubation. Therefore, very likely, decay of the active drug is responsible for the apparent recovery of many organisms temporarily inhibited by AmB.
As long as the poor relationship between the The studies in this report confirm our previous publications that have shown that the incorporation of radioactive nucleotides into ribonucleic acid is a feasible method for testing the antibiotic susceptibility of slow-growing fungi and mycobacteria; the earlier results correlated very well with viable colony counts (1) .
In addition to its rapidity and reproducibility, the radiometric method is also a sensitive assay. Using H. capsulatum as a test organism, we were able to detect less than 0.01 Mg of the AmB. This radiometric method may, therefore, be applicable to assays of AmB in biological fluids, such as cerebrospinal fluid, where concentrations are routinely very low (5, 14, 15) .
